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AMENDIWE-IMTS 

In the claims: 

50. (Currently Amended) A hybridization assay comprising: 

(a) contacting a sample of target nucleic acids with a collection of 
substrate bound probe nucleic acid features ihat includes at least one background 
nucleic acid feature that is an empirically observed inactive probe that does not 
hybridize to a fully complementary fluoreocenlly labeled target nucleic acid as 
determined in an assay wherein said probe b provided in an array that is contacted 
with said fluorescently labeled fully complementary target under said hybridisation 
conditions, wherein said contacting occurs between 10 - 25°C below the average 
temperature (T m ) at which nucleotide hybrids of the contacted collection are 50% 
melted; 

(b) separating unbound target nucleic acids/label from said collection of 
probe nucleic acid features; 

(c) d etecti n g a signal, if prese nt, fr om said at least one backgrou nd 
feature and at least one other probe nuclei c acid feature ^the-pr&sence-of 
tar get nuc l e i c - ac i d s hybr i d ize d to s afd c0il<£G&en-of probe-nucleic acid 
featu ros , and 

(d) subtracting a detected signal funn said at least one background nucleic 
acid feature from signal detected from saidjit least one other probe nucleic acid 
feature; 

wherein said method is further characterized by including a target nucleic sicid 
labeling step prior to said detecting step(c). 

51 . (Previously Presented) The hybridization assay according to Claim 50, 
wherein said sample of target nucleic acids [s labeled with a detectable label prior lo 
said contacting step, 

52. (Previously Presented) The hybridization assay according to Claim 50, 
wherein said sample of target nucleic acids is labeled with a detectable label 
between said contacting and detecting steps 
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53. (Canceled) 

54. (Canceled) 

55. (Previously Presented) The m&lhod according to Claim 50 t wherein said 
collection of substrate bound probe nucleic acid features is an array of nucleic acid 
features. 

56. (Previously Presented) The method according to Claim 50, wherein said 
hybridization assay is a method of estimating the background noise in a hybridization 
assay. 

57. (Previously Presented) The method according to Claim 50> wheeeln said 
method is a method of validating a test 'background feature. 

58. (Currently Amended) A hybridization assay comprising: 

(a) contacting a sample of targoL nucleic acids with a collection of 
substrate bound probe nucleic acid features that includes at least one background 
nucleic acid feature, wherein said at least one background feature is made up of a 
probe nucleic acid selected from the group consisting of SEQ ID NOS: 05 to 32, 
wherein said contacting occurs between 10 ~ 2S°C below the average temperature 
(T m ) at which nucleotide hybrids of the contacted collection are 50% melted; 

b) separating unbound target nucleic acids/label from said collection of 
probe nucleic acid features; 

(c) detecting a signal, if pre sent, from said at least one bac kground 
feature and at least one other prober nueloic a cid feature4 ho presence -of target 
nuclei c ac i ds hyb ridize d to sa i d co llection srf prober nuclek>raid-ft^ure&; and 

(d) subtracting a detected signal from said at least one background nucleic 
acid feature from signal detected from at jiaM .teast one other probe nucleic acid 
feature; 

wherein said method is further characterized by including a target nucleic acid 
labeling step prior to said detecting step(e), 
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59, (Currently Amended) A hybridization assay comprising: 

(a) contacting a sample of target nucleic acids with a collection of 
substrate bound probe nucleic acid features 1hat includes at least one background 
nucleic acid feature, wherein said at least one background feature is made up of a 
probe nucleic acid that is chosen from: (i) a probe nucleic acid that forms a stable 
intramolecular structure; (ii) a probe nucleic add that comprises reverse polarity 
nucleotide analogs; and (iii) a probe nucleic acid lhat comprises abasic 
phosphodiesters, wherein said contacting occurs between 10 - 25°C below the 
average temperature (T m ) at which nucleotide hybrids of the contacted collection are 
50% melted; 

b) separating unbound target nucleic acids/tabel from said collection of 
probe nucleic acid features; 

(c) detecting a signal, if prese nt from said at least one bac kground 
feature and at least one other probe nucleic acid feature- the presence- of target 
nucleic-a cid s hybr i d i zed to-&aki-col toe Hon prob© nucleio-aeid features; and 

(d) subtracting a detected signal from said at least one background nucleic 
acid feature from signal detected from said art least one other probe nucleic acid 
feature; 

wherein said method is further characterized by including a target nucleic acid 
labeling step prior to said detecting step(c). 

60* (Currently Amended) A hybridization assay comprising: 

(a) contacting a sample of detect?* hfy labeled target nucleic acids with an 
array of probe nucleic acid features that in^hfdes at least one background nucleic 
acid feature that is an empirically observed inactive probe that does not hybridize to 
a fully complementary fluorescently labeled target nucleic acid.as determined in an 
assay wherein said probe is provided in art nn ay that is contacted with said 
fluorescently labeled fully complementary target under said hybridization conditions, 
wherein said contacting occurs between 10 - 25°C below the average temperature 
(T m ) at which nucleotide hybrids of the contacted array are 50% melted; 

(b) separating non-hybridized turgot nucleic acids/label from said array; 

(c) detecting a signal, if pre sent fro m said at least one backg roun d 
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feature and at least one other probe nuclei c acid feature - -the-pre&eruiG of 
target nu clefts &ids4*ybfkl«^d4«^ikj array fH^w-fweteio^^W-featwres; and 

(d) subtracting a detected signnl from said at least one background nucleic 
acid feature from signal detected from §MdL.at ' eas * one other probe nucleic acid 
feature; 

wherein said method is further characterized by including a target nucleic acid 
labeling step prior to said detecting step(c). 

61. (Canceled) 

62. (Currently Amended) A hybridisation assay comprising: 

(a) contacting a sample of deteclabfy labeled target nucleic acids with kin 
array of probe nucleic acid features that includes at least one background nucleic 
acid feature, wherein said at least one background feature is made up of a probe? 
nucleic acid selected from the group consisting of SEQ ID NOS: 05 to 32, wherein 
said contacting occurs between 10 - 25°C below the average temperature (T, n ) <rf 
which nucleotide hybrids of the contacted <ai r&y are 50% melted; 

(b) separating non-hybridized tetoot nucleic acids from said array;. ami 

(c) detecting a signal, if pres ent, fro m said at least one backgr ound 
feature and at least one other probe nucleic acid f e atu re- the-preso rice of 
targ e t nuc lei c a cids hybrid i zed to sa i d &Fray- probe ruicleic^&kl- features; arid 

(d) subtracting a detected signal from said at least one background nucleic 
acid feature from signal detected from said. at least one other probe nucleic acid 
feature. 

63. (Currently Amended) A hybridization assay comprising: 

(a) contacting a sample of delectabiy labeled target nucleic acids with an 
array of probe nucleic acid features that includes at least one background nucleic 
acid feature, wherein said at least one background feature is made up of a probe 
nucleic acid that is chosen from: (i) a probe nucleic acid that forms a stable 
intramolecular structure; (ii) a probe nucleic ncicl that comprises reverse polarity 
nucleotide analogs; and (iii) a probe nucloic ficid that comprises abasio 
phosphodiesters, wherein said contacting occurs between 10 - 25°G below the 
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average temperature (T m ) at which nucleotide hybrids of the contacted army ar<v 
50% melted; 

(b) separating non-hybridized Uargttt nucleic acids from said array; 

(c) detecting a signal, if pres ent fro m said at least one background 
fea ture and at least one other probe nucicic a cid feature 4he presence of 
targot-iwcteje-aGids-h ybr i dizecl to-said arr^y-probennueleic acid-featu^s; nnd 

(d) subtracting a detected signal from said at least one background nucleic 
acid feature from signal detected from sgjdjat least one other probe nucleic acirf 
feature. 

64. (Currently Amended) A hybricffrttlion assay comprising: 

(a) contacting a sample of target nucleic acids with an array of probe 
nucleic acid features that includes at least one background nucleic acid feature lhat 
is an empirically observed inactive probe thai does not hybridize to its fully 
complementary target nucleic acid as determined in an assay wherein said probe is 
provided in an array that is contacted with said ftuorescently labeled fully 
complementary target under said hybridisation conditions, wherein said contacting 
occurs between 10 - 25°C below the average? Lemperature <T m ) at which nucleotide 
hybrids of the contacted array are 50% r>K>?fecf; 

(b) separating non-hybridized target nucleic acids from said array; 

(c) detectably labeling target nucleic acids hybridized to said array of 
probe nucleic acid features; 

(d) separating unbound label from said array; 

(e) detecting a signal, if pre sent, from said at lea st one bac kg roun d 
feature and at least one other probe nucle ic , acid feature ^the- presence of 
t a rget nu ctete-a c i d s h y br i dized -te-saki array of-probe-rtUGleiG-ae id-features; and 

(f) subtracting a detected signal from said at least one background nucleic 
acid feature from signal detected from s aid at laast one other probe nucleic acid 
feature. 

65. (Canceled) 

66. {Currently Amended) A hybridisation assay comprising; 
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(a) contacting a sample of target nucleic acids with an array of probe 
nucleic acid features that includes at least one background nucleic acid feature, 
wherein said at least one background feature is made up of a probe nucleic acid 
selected from the group consisting of SEQ ID MOS: 05 to 32, wherein said 
contacting occurs between 10 - 25°C below the average temperature (T m ) at which 
nucleotide hybrids of the contacted array are 60% melted; 

(b) separating non-hybridized target nucleic acids from said array; 

(c) detectably labeling target nucleic acids hybridized to said array of 
probe nucleic acid features; 

(d) separating unbound label from &aid array; 

(e) detecting a signal, if pre sent from said at least one background 
feature and at least one other probe nu cleic ac id feature- -the-presence of 
targetnwel oio ac i ds hybrid i zed to s aid array- of probe-nueteic acid features; and 

(f) subtracting a detected signal from said at least one background nucleic 
acid feature from signal detected from sai;d_at least one other probe nucleic acid 
feature. 

67. (Currently Amended) A hybridization assay comprising: 

(a) contacting a sample of target nucleic acids with an array of probe 
nucleic acid features that includes at least one background nucleic acid feature, 
wherein said at least one background teahire is made up of a probe nucleic acid that 
is chosen from: (i) a probe nucleic acid that forms a stable intramolecular structure; 
(ii) a probe nucleic acid that comprises revorso polarity nucleotide analogs; and (tii) a 
probe nucleic acid that comprises abasic pho&phodiesters, wherein said contacting 
occurs between 10 - 25°C below the average temperature (T lY1 ) at which nucleotide 
hybrids of the contacted array are 50% meltsd; 

(b) separating non-hybridized tat gel nucleic acids from said array; 

(c) detectably labeling target nucleic acids hybridized to said array of 
probe nucleic acid features; 

(d) separating unbound label from said array; 

(e) detecting a signal, if presen t fro m said at least one bac kground 
feature and at least one other probe nucleic ac id feature - th e-preee- rice of 
tar-gei-mjcloic^aci do hybrid i zed to sa iW- array -of probe-nucleic acid features; and 
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(f) subtracting a detected signal from said at least onis background nucleic 
acid feature from signal detected from saitikit least one other probe nucleic acid 
feature. 

68. (Canceled) 

69. (Canceled) 

70. (Canceled) 

71 . (Currently Amended) A hybridization assay comprising: 

(a) contacting a sample of target nucleic acids with a collection of 
substrate bound probe nucleic acid featiues that includes at least one background 
nucleic acid feature made up of background ptobes that do not selectively bind to 
any of said target nucleic acids, wherein &aid contacting occurs between 10 - 25*C 
below the average temperature (T m ) at which nucleotide hybrids of the contacted 
collection are 50% melted; 

(b) washing said contacted wr&y to remove unbound target nucleic 
acids/label from said array; 

(c) detecting a signal, if prese nt ft o m said at least one backg round 
feature and at least on e other probe nuclaic ac id feature- 4he-preoence of 
terge^tw c loic- acids4iybfklizcd-to^a id - coltoGtion-of pr ©b«^nue4eksH*Gkl 
features; and 

(d) subtracting a detected signal from said at least one background nucleic 
acid feature from signal detected from sjytjUit least one other probe nucleic acid 
feature; 

wherein said method is further characterized by including a target nucleic acid 
labeling step prior to said detecting step(c). 

72. (Previously Presented) The hybridisation asssay according to Claim 71 f 
wherein said sample of target nucleic acids ic> labeled with a detectable label prior to 
said contacting step. 
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73 (previously Presented) The hybrkiUoitiori assay according to Claim 71, 
wherein said sample of target nucleic acids is labeled with a detectable label 
between said contacting and detecting £tc->ps, 

74. (Canceled) 

75. (Canceled) 

76. (Previously Presented) The method according to Claim 71 , wherein said 
collection of substrate bound probe nucleic acid features is an array of nucleic <icid 
features. 

77. (Previously Presented) The method according to Claim 71, wherein said 
hybridization assay is a method of estimating Ihe background noise in a hybridization 
assay. 

73 (Previously Presented) The m&thod according to Claim 71 , wherein «aid 
method is a method of validating a test backy round feature. 

79. (Previously Presented) The method according to Claim 59, wherein sold 
stable intramolecular structure is a hairpin, 

80. (Previously Presented) The m<:i;hod according to Claim 59, wherein said 
stable intramolecular structure is a pseudo half knot. 

81 . (Previously Presented) The method according to Claim 63, wherein said 
stable intramolecular structure is a hairpin. 

82. (Previously Presented) The method according to Claim 63 f wherein said 
stable intramolecular structure is a pseudo ha'f knot. 

83. (Previously Presented) The mothod according to Claim 67, wherein said 
stable intramolecular structure is a hairph. 
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84. (Previously Presented) The rnelhocl according to Claim 67, wherein stivl 
stable intramolecular structure is a pseudo-h^li knot. 
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